Summary RAPD analysis of 5 morphologically identical Lycaenid butterflies was carried out using 7 decamer primers. Total 114 bands produced of which 110 were polymorphic with 96.49% of similarity. Dendrograms based on similarity coefficient grouped 5 species in to two distinct clusters. Cluster-I comprised of Psuedozizeeria maha and Zizeeria karsandra while, cluster-II formed of 3 species. Cluster-II was again subdivided into two sub clusters. Sub cluster-I composed of Zizina otis and Zizula hylax, subcluster-II composed of Chilades trochylus. Similarities between these species was discussed on the basis of morphological and RAPD data.
paper described the fisibility of RAPD in discriminating five morphologically identical species of family Lycaenidae and the genetic similarities in these species.
Materials and methods

Butterflies
Five adult individuals of each Pale grass blue (Psuedozizeeria maha), Dark grass blue (Zizeeria karsandra), Lesser grass blue (Zizina otis), Tiny grass blue (Zizula hylax) and Eastern grass jewel (Chilades pulti) were collected from different sites in and around Nagpur city (India). DNA from 5 individuals of each species was extracted and pooled.
Extraction of DNA
Genomic DNA was extracted from the legs of freshly collected each individual by Qiagen DNeasy® extraction kit following manufacturer's instructions (Westburg b. v; Netherlands) . The concentration of DNA was determined by spectrophotometric method using UV visible scanning spectrophotometer.
Random amplified polymorphic DNAs (RAPDs)
About 10 random primers were used in a single primer PCR. The PCR reaction mixture (25 ml) contained 25-50 ng of DNA, 1.25 U Taq DNA polymerase enzyme (Fermentas, USA), 0.4 mM each dNTPs (10 mM), 2.5 mM MgCl 2 (15 mM), 1X Taq DNA polymerase buffer supplied with enzyme and 0.4 mM decamer primer (Operon, USA). The DNA was amplified in a programmable thermocycler (T Personal Biometra, GMBh, Gottingen, Germany) using the following conditions: Initial denaturation at 94°C for 5 min, followed by 45 cycles denaturation at 94°C for 1 min, annealing of primer at 38°C for 1 min, and extending primer at 72°C for 3 min and final extension at 72°C for 7 min. The amplified PCR products were fractionated on 1.2% agarose gel using 1X TAE buffer containing 5 mg/ml ethidium bromide. Gel was photographed on Gel documentation system (Alpha Innotech, USA).
For RAPD analysis data was scored as '1' for the presence and '0' for the absence of band of each species. The similarity matrix was prepared by using Nei and Li formula (1979) . The average of similarity matrix was used to generate a tree for cluster analysis by UPGMA (Unweighted Pair Group Method with Arithmetic Average) method using NTSYS 2.1 (Rohlf 1999) . All computations were performed with appropriate procedures of NTSYS-pc version 2.1.
Results and discussion
Of all the 10 decamer RADP primers used, 7 primers (Table 1) pattern and were selected for analysis. A Total of 114 bands were produced of which 110 were polymorphic, whereas 4 were monomorphic (Fig. 1) . On average, 16.28 bands per primer were scored and the average percentage polymorphism was 96.49%. Primer OPAP-6 produced a maximum of 22 bands, while primer OPAP-8, OPAP-10 and OPW-1 produced a minimum of 12 bands each. In all 3 primers (OPAP-1, OPAP-6, and OPW-1) produced 100% polymorphism, whereas primers OPAP-8 and OPAP-10 produced a minimum of 91.66% polymorphism each. A similarity matrix, (Table 2) according to Nei and Li (1979) , formula revealed the highest (0.647) similarity coefficient between Z. otis and Z. hylax, whereas the minimum (0.207) similarity coefficient was observed between P. maha and C. pulti. Dendrogram generated (Fig. 2 ) from average similarity coefficient of 7 primers grouped 5 Lycaenidae species into two distinct clusters. Cluster-I comprised of two species viz. P. maha and Z. karsandra, while cluster-II consisted of 3 species. Cluster-II further subdivided into two sub clusters, subcluster-I consisting of Z. otis and Z. hylax and subcluster-II C. pulti. The dendrograms showed more similarities with morphological differentiation of these 5 species.
A cluster of P. maha and Z. karsandra species exhibited similarities in terms of their rounded spots on upper side of wings but the spots were faint in former and dark in latter. The clustering of Lesser grass blue (Z. otis) and Tiny grass blue (Z. hylax) was also justified by spot positions and size. The upper side spots on former are rounded and not very dark, whereas the spots in latter are narrow and fine. The isolated position of C. pulti on dendrograms was due to presence of metallic orange-crowned spots at the margin of upper wing which are totally different from other 4 species (Kunte 2000) . RAPD-PCR revealed band patterns, which were species specific and can be used in rapid diagnosis of species. Earlier RAPD-markers were widely used to study phylogenetics in mites and ticks (Cruickshank 2002) , to differentiate populations of insects (Lynch and Milligan 1994) , and species and biotypes (Lima et al. 2000) . Since no DNA sequence information is required to perform RAPDs, it can be widely used for species differentiation (Sharma et al. 2006) . Thus it can be concluded that RAPD could be utilized as a fast and effective method in support of morphological characters for the identification or discrimination of butterfly species where sole external character creates confusion in identification. 
